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L 3 7 iSSA>^>JSSii?'J2:*-^^ ^^)^^^ l^*^ 

SftS, BPIt«iajPCRStCj:6HCV®{K^«!l^^ 
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!^^ p c R^fc xtHc vmm^i^M'M(^fiMzm\ ^ ^>ix 
?> 7 jt h'fflir ^f-^ 

mP C R^l:: i & H C VilfE^"<oM^«^i^l-ffl>'^ 

[ai«3a5] ia?fii^<oiii9ij##5T5^:5a&««ii;?nj 

cojB!I^<03ti6liffl I •> ^tLS r a— r . 

5iJ#^ 6-C*$tlSJSKB25'J^1t-r^ 2 1 ^m-t^^h 30 
r. 

[000 1 1 

THCVj kuo) wi9l^aMW-'?-ixl=ffl<'^^>iT-^ 

r^>f v-Rt^rn-rt^ra-^s . 

[00021 



] -.1 03899 

2 

Stt. iSte^PCR (RT-PCR) Sl^i Otf^TibiX 

•rv^l.. ^:^o:^rJ^ti. (i) jfiiit*^A>coRNA (i-icviS 

B.^\,±Rn AX'hh) Wtttt,. (2) ffitt!Lf^FiNA?'l» 
Mfc-^-ScDNA-^fR, (3)lstPCRtJ;&J^te. (4)2 
ndP C RtC J; (JSiiSS- JJf Sit«^fc*Mfet±2lMltT 
(nested PCR) ) . (5) r;<fn-xy;UfE^il:Sl;. 

* /i. ^CORT- PC Ra;i:Southemt}>flf£ffl7;»-^*3-ti: 
)t RT- P C RSouthernifeT-^RN ASrj£a^"-S CI h 

[0003] 

•C*S-Cfc^» L*-L^*-'^>, ±fB«ORT-PCRj£'C 
i:(±T-#=S:VV ifcs RT-PC RSouthernglli. 

[00041 «i-^T. *%Haoaw{i. hcvsts^ 

[00051 

[ilSS-»^fc-r-l>3t*^«*^l *ISI&B9#^>ti. ^"^i^^ 

S'jr;W;5'^Ai^{iiPCRft (Proc. Natl. Acad. Sci. 
USA, Vol. 88. pp.7276-7280. August 1991, Biochemi 
stry; :^^6 - 5 0 0 0 2 1 -f-^&ffi) ^ffll^THCV 

55:u*-i:^;l5t, L**L^**^>, ffl^'^^.r^'f "^-a^^ 
i: tC J; "9 U T/l^^ >f P C R^^ffl V ^X 

[00061 -^j:h^ . ^%m\i. unm.mmm'^ i 

• X'7r^^ti.h^^n<n 0 ibW^^ 1 5iSa^:v> 1 3 7 
•jr;l'^''fAtSiajPCRffifc-J;-S.HCV3fifiK^coa9 

WSLn<rto'hW^-t^ 1 5Jg*^rv^L3 9^ffi*»^>^^ 
>f A«iaj P c R^tc J; S H c vitte^a!l^<?5>t«)t::ffl 

[) ^-rs 1 5ifis*v^t4 ijgaj&^^^sm^^^w 



(3) 
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S U T/w^ A^iJU P c nmiz^^ H c vmii^<^M 

[00071 ^^mff^y =r V- KHr 5 ^ v-ii. aa^u 
mii>hfs.i>immm^^^'^ u^rf- Ht-fc 

mcoo-hm^^ 1 5*^5:vvt 1 9««, iRft. m\ 

f-H (iJiT, ri 30nt J <7)J;-5l2:Ba®) ~14 6n 

ffi?nj{ii«II-efcO. Kato N. et al.. Proc. Natl. Aca 
d Sci. USA1990 ; 87:9524-9528 tclE^SixtWiS . 

[00081 *%HHco U ^^-:^my"y ^ -^-li. ^ 

<?)K?»J#^3T'*$tl-&«»ffi3'd^oa^^^«> 1 
S=5:V^L3 9«», »iL<{il7JS«^rV^L2 1ig« 

mma. HCVirV^W27 2-29 0ntlcyN>f::^ 
[00091 *l6BBoro-:r{i, ^0^3^^ i^'Tf - b' 

i&^-rS 1 5ffiS'5rV^t4 lis*, iff4t<til 9iS 

0 i^mm-^ 1 9is«^:v^L' 2 3««. mz. a!^«# 
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A«] 48nt~l 68ntl;ffl^^-ri.*>«-e&^. =^ 
xV-& H C V®^iO®ftgt±, nr V- >f 

[00101 iuia^'-K-^'-^*^««i^ iSuHt--^- 

ti FAM (6-;!>;WJl<^i^-7/l':t^"V-fe^>') f^-t 

a ^c^/k^V /-fe^ ^-^^^tfe^*^'*? 4 1-< ^ ^^^^ 
•v-^itfe^fct'Cti. TAMRA (6-Xf;W?l«^i^- 

ij rf j{ ^:ff - ]r-U<n-^ ( iff* t 

e et al.. (1984) Nuc. Acids Res. 12:3387-3403&y^I 
yeretal., (1990) J. Am. Chem. Soc. 112:1253-1254 

) [00111 ^mifr>im(i'\t. ±ie*i6Bjc^7 

■t^#HCVJlfK^^«Mi:t-Ca^te^PCR (RT- 
PCR) ^tr'SrV*. RjS?8t*>/c>«^5tS:Ur;l'i!'^At3 

ass-rs. .it7)ur;w^^-^«iaiPCR^ew^»n:' 

[ 0 0 1 2 1 RJtSti. WKiHCVtORNA. iJBj^tV 

-rMW=IStl^DNAd^';;<7— k' (i£IS^:Sf#iStt 
?:t^&t>co) . dATP. dGTP, dap. dnP&#tJ^?K 
?:iaS5LTtT'5:o« dTTPtcfti-T , dUTP^fflvv ^^i- 
;l.-N-^^U3i^^— fe' (UNG) S:Jnx.S^:i:l-i 
0. |5IlI^?)PCR*35J*»A>i^liADNAi£-r«-ji|-^-2>-i: 

<Jifc:P^$*fC».^S. =5:13, tSmimiibTti, HCV 

mmm(r>mx'hh. Hcv^oRNAwpjisti, ^ 

50 3||WRT-PCR«0J©^i:l^«t-tf^^-fc**'^'^- 



( 

5 

[0 0 13] KmTli. t-f. HCVORNA$rMMi: 
tLXPC RtCi 0 D N A<?)iii|i7&«ie^ S . mteD NA 

--/*V^-f ^'J;5^^XtTt^&-*iE^DNAS:»^®i:i■ 
■l,f|^^ftA^ie^ l> . D N A.-i? 'J ;^ 5— ifiOX^f y >t P 

ix^. :i<ry>m<r>^^. rn-yco^U rf^ri^i-:^-^!^ 

Sp(!^^im«t'C-HCV<ORNAAiff^EL^t"'^l- 
{i. DNA<oJMili*W^:<'''^^'C. rn-y{iDNAl2 
j\^-f^jy-(X-^-r. fi^oTDNA;K'J^9— te'{:ii:-^ 

N A $r*J!ai-r ^ - i: J&^^'Cfc S . 
[00141 3|sf|HJi0^r^T{i. ®3te5fiS^ 'J r/l'^J'^ 

l!!p^|*^«fWHCVRNAOfi*«#V^{Ji;\ ^^V^ 

^n^sozhifi-c^h. iOflrf^swm, mtf, Hc 

VRN A?:-^*'5:v>^-;i!f'r -f T'n :x M3~;H-tJttS# 
f4*OHCVRNAS-^aiJ^Sii:**T-#4. -^=6: 
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;b*>. ffimW«HCVWRNAm«Sffl5^S:1iW 

icJ; OS^IfiP't'^^HCVRNAcott^rSgftSOSi'SC: 
T-PCR«J:o{C. PCRmcm$«*W)5:tT=&'''CtS 
[0015] 

[0016] gfiteajL 

(1) V— CO-^fig 

S 1 7ine rCO?ryrfDNAS:<t;^-&^L. 7>r'7-F 
AS-'fti^-^^L, U^>'-:^ffl!l7"^7>f v-i: Lit. 

20 [ 0 0 1 7 ] (2) r'a-y(mm. 

WSm^biiZf^i^tlh 2 1 Jg»A*^>f£S^»ii^J2r*"^' 
«,2 Ime rW^K^DNA^-fb^^fiSL/c. ^KO^'J 
rfDNA<7)5' 5l«lgiC:FAM^. 3' *i«tTAMRA 

[0 0 181(3) -^jSRNAOiiSS 
H C VitS^^tO 5 ' ffll®i^Sr#tf:r^X 5 H t'ife^pCI I 
5(J. Virol. Vol. 66, p. 1476-1483. 1992) iiWMtL 
•CT77KU pt^—b'CiO 1 76 2^ac?)RNA$r^^ 
ts 5.04 X 108*^^5.04 X 109:3 1 it'l O^g 

30 ^^jaj^fmtit. 
[ 0 0 1 9 1 (4) 

±M^^'^'^~- 7°0— :/S.t^erkin Elmer TaqMan EZ 
RT-PCR Core Kit mSU^, Perkin ElnerftS) 

[00201 

[^11 
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7 




8 




^ft (u 1) 




DEPC* 


17.93 




5X Taqllaa BZ Buffer A 


10 


1! 


10 oM dATP 


1 


200 jtiM 


10 nN dGTF 


1 


200 fiM 


10 nN dCTP 


1 


200 mM 


20 nN dUTP 


1.25 


500 mM 


15 mm:74-'7— FW:/^^^^- 


0.66 


200 dM 


15 mMU/^— x«i:/^-fv— 


0.66 


2O0 DM 


3 /tMr^n— :/ 


5 


300 dH 


rTth KIA :J^U;?^^-1f(2.5 U/ 


3 


7.5 U 


AvBrase(i8|ie^«) UNG (lU/aO 


0.5 


0.5 U 


25 nN l[n(OAc)s 


6 


3 aU 



[002 11 (5) UTll'^^ J^iktUPCR * PRISM 7700 Sequence Detection System (ffiiRi45. Perk 

Perkin Elmer MicroAmp Optical Tube Perkin in ElaerthM) t-b'V ht. OT«^-eKffiS:tT=5r-> 

^C:t::±IB1l!£«llfll»*5ftR-NA?§?S2At 1 ^^PL/::« 20 HXSLit. 
(Perkin Elmer Optical Cap) irLtztk. ABl * 

mm-wiM 6 0-c. 3 04J-ia 

PGR 9 51C, 2 0#^ 

6 21C, ij^m 

^</)PCR~t)-^^Mi5 3^m*)MLt^. ^ [0 023] afiiM2_ 

[00221(6) msk <i) mkucvRNAcomm 

-9-^ ^' ^it^&<rt^ik^mAI>Zb t r CMffFiJSm#<7)Kll?S# 2 O O UC. SepaCene RV-R(ffi 

o -y h Ly::«g*&0 1 1::^. mi ^<mmiz 30 ^ycMm^mmnummm ) im( sa^s^ 

f± ^>Pf4»<oHcv£ORNAi03e-i[ {^4{4±fei^ ?Bi) 3 0 o/x 1 . 2?s (m«?ft) 3 0 o/i 1 ^Mttm 

xd^z2Mi fflt^^coT, ±iB«iE ( 3 t^-ZAt « ) <^ L. 3?s ( ttaiffi ) 6 0 0 )u 1 jnx. 1 o^sam^- 

2fS) wmas^^^-r. la 1 cfc D . m-e^^i-^wp^ 2 oic-ci o^mmLti. 12000 x g -ci 5*sS't^ 

3Sm:r^fl:tia^>iT.=5:VW. hh^^ ^f\Mij&^'^t m^mm. 12000 x g T2 0jmm't-Lfz. iJCUT'. 1 

^3^53!liK*«mi=Ji»Irt-«.^i:*«i:>**S. -eLT, Z<m m 1 <07 5%X^'y-/U"Z:'2laIgfe?f L, 20/x 1 i^DTT 

±Eur;u^^APCRtt>u-c. hcvw [oo24i ^<J!Ii fcl^tro-y. r^^v-ija 

RNA^i*^:l^t<53Bft;oi->Tfi^royi^N:^T^-fy3i^ 40 \\ mm 1 tmti&^(r>KmLi:mmLtc. ?erkin E 

ho— /l^«03~l 5-9--<^'/Kc:i5{t-6^3^SE<^^*^ l^^r MicroAnp Optical tube 1 2|sftit D , CK^^isUS^S^ 

±mi^mjkmt.tz-^^9t\M.ivmAzt->xTu-/vi. R&(iPiajfl&. r^t^j 1997, voi.25. no.6. 51 

tzm^m2{,zm-. m2\.z^^i.o\,z. RNA^b'-Ha: 3-519)^=^0. n\:Mm^\.z-^^^xncvniix<r)a 

mmifih*) mmwm.'m). iMi^^-^jm^mM t=7i^. 133'*', la, ib, 2a. 2b, ib 
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'■I 1-1 0 389 9 

1 0 
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CCrCCaT(X fT:r.f:Ar.Ai;rr. ATAGT HGTCr GCGGAAC ^ tT^^ 
[ 0 0 2 8 1 SE?"l®-5- : 2 

17 

CGGGAGAGCC ATACTGG 

[0029] §m^^ ■■ 3 
UjajCO^^ : 3 9 

CCTATCAGGC AGTACCACAA GGCCHTCGC GACCCAACA 
[00301 iE^#^ : 4 

BB^ 19 

AGTACCACAA (KCCTTTCG 

[oo3iis;»t-. 5 

la^JWjl? : 4 1 ^ iL 'Jk 

CCATAGTGGT rr f:rr.r.AAr.C GGTGAGTACA_CC GGAATTGC C -M^' 

*E5<J<^S: 

[00321 E^J»^ : 6 * 

j|»?ljCO;a^ : 2 1 

lE^ 21 

CTGCGGAACC GGTGACTACA C ^v^^RN A*iaSt/c^^C::t3ttl.. mm^<^^^^' 

iS2i*s*fe^imr.ov.-cHcv^RNA^n^- -^a-es.^. 



(8) ^tHRTl 1-1 0389 9 
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